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REMARKS . 

: in response to a requirement 

Claims 1-80 are in the cas . ^ ^^^^^^ 

„ restrict, Applio-- T.jlZn" ^r. a second generation 
conditionally activating a transg ^^^.^^ 
and correspondrng to Claims^^ ^^^^^ ^ 

35 44-69, and 71- 

indention in a prevxous -^^^^^^^ of new claxms 81- 

or -^ift have been canceiea m 
Claxms 36-38 ^^^^ ^^^^^ the claims as 

86. Basis for the new claims 

originally filed- ,,,,ously under 35 U.S.C. §112, 

The Claims are re^ectea 

and §103. „ore clearly define 

Claims have a.end^^^^;_^^ ^^^^^^^^ ^^^^^ 

Applicants' invention. attached to this 

additions are found on a -P-»« f „ show Changes 

amendment and is titled -Version 

Made" . ^^^d 

- new matter has been ' „ ,,,.e o£ the 

Paragraph numbers used Dex 
pending Office Action. 

v.=.c: been removed trom 

Non-elected subject matter has 

Claims 70 and 80. 

Priority 

with T^r^dit ions of 35 U.S.C. §120 
2. in compliance with the ^^^^^ ^^^^ ^ ;,pplicants 

.eceiving the benefi.^^^^^^^^^^ e^ .......cation on page 1. 

have amended the first 

*.^r,-n DisclosureStat^tvent 

3. Acknowledgement is made of q ^^^^^^^ 

. _f i^he IDSs submittea un 
gl. 98(b) and the review of the ID 

2001 and 16 April 2001. 

f^ce ot Draftsperson.s Patent 
,,pi..ants note the ^ ^^^^^^^^^^ ^^^^ ,_al 

Drawing Kev-Lt;w 
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a.aw.ngs w.th the appropriate ^^^^^J^^^ un^r ^7 CPR 
receipt of the notice of allowabxl.ty, as pro 

§1 .85. 



The 



rlaim Objections 

3 Claim 38 is objected to for minor informalities 
Claims' have been amended to overcome this oMectron. 

.econa- paragraph, as he.n. inaefin^te ^^^^J^^^^ 

particularly ^"^"^^'^^l-fJlTL ,L«ion. Spec.fioally, 
which the Applicant regards as tne 

the Examiner argues that: inconsistent with 

a ) In claxms 36-3y, ^^^^ 
■ p.., „ Of each Of the 

''•'not^-aliree^rerm^inase elements must be located in 
the .ame construct (as indicated in part 

-, • r^art 2) , it appears that tne crdi y 

in claxm 37, part 2), ^^^^ ^^.^^ 

roLrn:rerernrtrmar:ta.; consistency w.th part 

„ of the -^^^-^^f .ecombinase element does not 

"'cleTri; sTat" whther .t comprises only one or both of 

the general ^--^-^-^--^ rrci: ms Sl-SS, 
Cla.ms have been '^'^^^^^^'Z ^ J^^, Cla.m 3., 

.pecifically new Claims « ^ ^ ^^^^^^ 3,, _ Claims 

new Claims 83 ^''^^''/f ^""^.^ 33 Additionally, Applicants 

"d^d^ctr: o clX. ■» light Of these cla.m 
rmrmrs'thr^plicants respectfully reguest removal of 
these rejections. 

J 11; TT q C §112, Paragraph 1 

^ CiTi;;r^-38 and 43 stand rejected under 35 ".S.C 

7. Claims -:>o ^n^^^iw teach one skilled 
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Serial No. 
Docket No . 

.ilv the Examiner argues that 
written description- Spec ^ ^ method for 

„hile the specification is enabU 9 ^ ^^^^^^ generation 

conditionally activating a trans9 ^^^^^^^^^^ ^,e„,„, is not 
plant When the promoter ° ,or„binations of two site- 

,,,rve in the common ^^'^''■^X Zu.e developmentally 
directed recombination -r^^-^l io.. to control transgene 
,,,,gered ""-specific recombinati^^ ^^^^^^^^ ^^^^ 

expression,, the «P-"*;";/ germlme. Applicants 

recombinase promoter is active 

respectfully traverse. ^^^^ „ew Claims 81- 

Claims have f ^;7;^^^^„e expression is enabled 

ee. in Claims 81, 83, -^l ^^'J^^^ restriction for the 

in a first generation plant, ^ p3 ,re 

nature of the promoters is ^f^-^^^^.^,,, „a 2 . , the 

cperably UnKed to .f ^^;";/!,, promoter is -ch that 

common germline in Claims , • „ansgene 

I„ contrast, in Claims 82, 8 ■ _ the 

expression in enabled ^r^uch tLt , l.> PI, 

PX, P2 and P3 .^eir down stream elements, 2.) 

and P3 are operably linked to th temporal 
„ and P2 are germline P-;- -^t;, l', .... that the 
expression specificity of „ith or after P1:R1 ^n 

activation of P2:R2 occurs "^^f^J,^ the activation 

the first generation ^^^if^l^,,^, .hus, in these 

P3,TC occurs in the f "J^^^.^r , but the activation of 

instances, P3 may be - ^erml-e P ^^^^^^^^^ ^,^„, „ot m 

P3.TG will only occur m the seco g 

the first generation ^ «^ in the specification 

support for new Claims 

lines 4-12: ^sfferent site - specif ic 

°" P^fsuch co^inations of two or more di fer^^_ ^.^.rae novel 
recombinations, "Aether linked ° expression and/or 

and useful tools to o°nt>^°l "a a generations that 

'removal in the ^i^^'^fablf In agricultural biotechnology^ 
r "°l pairof^LrelopSntally Staggered SSRs may be 
Thus, a pail ^j- 
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as ON-ON or ON-OFF (transgene removal) switches. The 
salient feature in both schemes, is that expression of R2 
and/or trait genes does not have to occur immediately upon 
enablement (i.e., removal of the stop fragment) by Rl but 
are rather controlled solely by the choices of P2 and P3 
promoters . " 



Further, see page 23, lines 17-22: 

"Any promoter functional in a plant will be suitable 
including but not limited to constitutive plant promoters, 
plant tissue-specific promoters, plant development- 
specific promoters, inducible plant promoters, viral 
promoters, male germline-specif ic promoters, female 
germline- specific promoters , flower- spec i fic promoters , 
and vegetative shoot apical meristem- specif ic promoters." 



Applicants submit that the claims as now amended are fully 
enabled by the specification. Specifically, Applicants submit 
that the specification does indeed teach combinations of two 
site-directed recombination systems which cause developmentally 
staggered si te - speci f ic recombinations to control expression of 
a transgene in a plant, both when the third recomibinase 
promoter is not active in the germline and when the third 
recombinase promoter is^ active in the germline. 

In light of the amendments to the claims Applicants 
request removal of these rejections and reconsideration of the 
claims . 

Rejection under 35 U.S.C. §103 

8. Claims 36-43, 70, and 80 are rejected under 35 U.S.C. 
§103 (a) as being unpatentable over Odell et al . "A" {Mol . Gen. 
Genet. 223: 369-378 (1990)), in combination with Lloyd et al , 
(Mol. Gen. Genet. 242: 653-657 (1994)), the present state of 
the art, and Odell et al . "B" (Use of Site-Specific 
Recombination Systems in Plants, in Homologous Recombinat ion 
and Gene Silencing in Plants ; Paszkowski, J., Ed.; Kluwer: 
Dordrecht, Germany, 1994; pp 219-270). Applicants respectfully 
traverse this rejection and submit that this comibination of 
references fails to establish a prima, facie case of 
obviousness . 

• Odell et al . "A" teach the use of the Cre/lox 

recombination system in transgenic tobacco and propose 
that turning on expression of a marker gene by 
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a regulate, manner would 

^ „ ere expre=Bi°" „ Uneages rn the 

controlling Cre ,^11 
provide tue a.rlr y ,,,/„x .i"-spec=rH= 

^''"V , ,1 teach the u.e ^^^.^orraed tobacco 

. Lloyd et al. ^^blY tr 

«co*inatron .y ^ ^^^^^ promoters 

P^^""- state ol the art germUne 

• *^ a seed specUio P-^^J/p^moters, and 

(including see gertnlme pr nes. 

promoters, ^^^f J,,,„ms) and various t 
rnduclble promoter^sy^ ^^^^ -"tn " " 

. odell et al. y^divijiualii recombination 

reco^ination Xr.ersI^I^^^^^^/fr use as tools £or 
asserted that t- Ins and that the 

frequency o£ th 'PP'"" 3^„ression in any 

a «ide range of ^^„„ol geneexP 

systems can be ^,^^^3. ^.^^^ „ one 

plant generation ah / ^^^^^ ,,,e , single 

J Examiner ar.uea^'^^^ ""^-^f;;:; . and Uoyd 
-i^-^ - '^%ro* nation ^y--^^^;;: ^ters and transgenes 
sxte-specif^^ ,v,ings of specxf^^ P farther 

^ with the teaching ^.^^ art) , of 

et al.) ^^^"^ ^ state of the y ^^de r 

,,ppUcanfs admi- ^^^^ the teachings 

combine these teac .i.^^specifio « 

applications o£ ""^ ^e present in ^^^j, case oE 

0-i^ - : tied that to eetab-- - ,nere must 

is well set . teria must be gnces 

- 'ron^ mlUion, either in -^^^ ^„ of 

themsei in the art, to ^^gt be 

^^■narv skill iii ^.^oq second, tu Terence lor 

ordinary teachings- ^v-ior art rete 

reference tea prior 
con^bine re 33. Finally- all 

expectation of „ust teach 

references when co:^ ^,,.02(^)1 • success is 

claim limitations IMPE ^^^^,,e expectatx ^^^^ 

Whether there of the art at t ^^^^^^ 

.unction of the pred-^^^^^ ..owledge 

--":tra:f^-- 

skill m the 
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Applicants argue that the combination of the above cited 
references do not render the claims obvious as the skilled 
person would have no reasonable expectation of success in 
obtaining the present invention by combining Odell et al . A, 
Lloyd et al., Applicant's admitted state of the prior art, and 

Odell et al. B. 

First, Odell et al . A and Lloyd et al . teach only single 
site-specific recombination (using the Cre/lox system and the 
FLP/FRT system, respectively) , and thus do not teach all of the 
limitations of the invention as claimed. They do not teach 
combinations of two or more site-specific recombinase elements 
or methods of using multiple site-specific recombinase 
elements. Nor is there a suggestion in either Odell et al . A 
or Lloyd et al . that it would be useful to combine more than 
one site-specific recombinase element to control the timing of 
expression of a transgene in a plant. 

secondly, Odell et al . A, Odell et al . B, and Lloyd et al . 
(singly or in combination) do not suggest the novel 
applications that result by introduction of multiple site- 
specific recombinase elements into a plant, and thus the 
skilled person would have no reasonable expectation of success 
in deriving the present invention from the teaching in the art. 
While single site-specific recombinase elements serve as a 
single one-way gene switch to turn genes ^ON' or 'OFF' 
(transgene removal), linked site-specific recombination (i.e., 
whereby one site-specific recombinase element activates the 
recombinase of another site-specific recombinase element) can 
serve as either an >ON-OFF' or a 'ON-ON' switch. This allows 
novel applications that are not possible with single site- 
specific recombinase elements. One example of these novel 
applications is trait expression only in the second generation. 
The prior art is silent as to whether both multiple, linked 
site-specific recombinase elements and their novel 
applications. Thus a person of skill in the art, at the time 
the invention was made, would not have a reasonable expectation 
of success in developing a system utilizing multiple site- 
specific recombinase elements. At best, the skilled person 
might find it obvious to try to use two or more site-specific 
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,^v" IS not the 

wnase elements; however ob under 

recombinase « ^^^^a case o 

standard by "^cl^ ^ ? („pBP 214S X,^ „, 

demonstratron £or ^^e skilled P .^lection 

specific ,ooK to the pr.or art 

''^^^ ""l^atTd r^Une P«»«" '^^^.^.e relied upon anti=ipa« 

of regulatea y reference .^piicant 

summary, none o ^^^^.^ion .n^ 

, -^Tiq the ciaxiiL^ claims 36 

render "b-^"^ ^consideration o£ 

respeotfuUy request ,„endn,ents made 

- -;::ro. t.e .ore^.n.^-;-^\V:e."est removal o. all 

" "^td X"::ration o. t.e Claims. 

rejections ana 

Kespectfully s.bm.tted, 

RBGISTR^TION NO- 3|, ^^^^^ 
TELEPHONE: 302 
FACSIMILE: (3 02) 



Dated: 
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VF.RSION WITH MARKINGS TO .qwOW CHANGES MADE 

in showing the changes, deleted material rs shown as 
strikethrough, and inserted material rs shown underlined. 
IN THE SPECIFICATION; 

Please amend the paragraph beginning on page 1, Ime 5 as 

-Thirapplication is a continuation in part of USSN 09/442,021, 
filed November 17, 1999, which claims the_benefit of O... 



Provi 



sional Applicat^ior^^O^^^^^^ 



1997 



IN THE CLAIMS: 

Please cancel Claim 36-38 in favor of new Claims 81-86. 
Please add new Claims 81-86 as follows: 

__81. A method for conditionally activating a transgene 

in a plant comprising: 

1) providing constructs comprising: 

a) a first recombinase element having the general 

structure Pl-Rl; 

b) a second recombinase element having the general 
structure P2-RS1-STP-RS1-R2 ; 

c) a third recombinase element having the general 
structure P3 -RS2 - STP-RS2 -TG ; 



wherein ; 



(i) PI is a first promoter; 

(ii) Rl is a first recombinase coding sequence and 
3 ' region; 

(iii) RSI is a first recombinase site responsive to 
a first recombinase; 

(iv) P2 is a second promoter; 

(V) RS2 is a second recombinase site responsive to 
a second recombinase; 

(vi) STP is a stop fragment; 

(vii) R2 is a second recombinase coding sequence 
and 3 ' region; 

(viii) TG is a transgene sequence and 3' region; 

and 

(vi) P3 is a third promoter; 
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wherein PI, P2 and P3 are operably linked to their down stream 
elements, and 

wherein the temporal expression specificity of each promoter is 
such that the activation of P2 , driving expression of R2 , 
occurs concomitantly with or after PI, driving expression of 
Rl, and the activation of P3 , driving expression of TG, occurs 
concomitantly with or after P2 , driving expression of R2 ; 



2) providing a transgenic plant comprising the first, 

second and third recombinase elements; 

3) activating PI such that the Rl recombinase coding 

sequence is expressed in a first generation plant, 
wherein expression of Rl excises the stop fragment 
from the second recombinase element; 

4) activating P2 such that R2 is expressed, wherein 

expression of R2 excises the stop fragment from the 
third recombinase element allowing expression of 
the transgene in the first and all subsequent 
generations of plants. 



-"82. A method for conditionally activating a transgene 
in a second generation plant comprising: 

1) providing constructs comprising: 



a) a first recombinase element having the general 
structure PI -Rl ; 

b) a second recombinase element having the general 
structure P2 -RS1-STP-RS1-R2 ; 

c) a third recombinase element having the general 
structure P3 -RS2 -STP-RS2 -TG; 



(i) PI is a first germline promoter; 

(ii) Rl is a first recombinase coding sequence and 
3 ' region ; 

(iii) RSI is a first recombinase site responsive to 
a first recombinase; 

(iv) P2 is a second germline promoter; 

(v) RS2 is a second recombinase site responsive to 
a second recombinase; 

(vi) STP is a stop fragment; 



wherein : 
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rr:;an..ene sequence ... 3 ■ .e..o. 

and 

„i, P3 is a third promoter; ^^^^^^ 
„.ere.„ , - " 

elements, and specificity of each promoter is 

..ere.n the temporal expression spec^^^ ^^^^^^^^^^ ^ 
such that the activation of P _ expression of 

occurs concomitantly with or aft ^^^^^ the 

the first -"--^^^ " ^o: TO, occurs m the 
activation of P3 , driving expressi 

second generation; ,,,, comprising the first, 

2) providing a transg ^^^^^ ^^^^3,,,,. 

second and third re ^^^.^i^ase coding 

5) activating PI such that th ^^^^^^^ ^ 

sequence is -P-^^^^^'^"^^,,, expression of Rl 
fi,3t generation plant, where 
excises the stop fragment from 

recombinase -1^"^^^ ; expressed in the 

^ ■ D9 <=iuch that 1^ '^^^ 
6) activating P2 such ^^^^^ generation plant, 

common germlme ^ 3top fragment 

.herein expression of R2 -cxb 

,.e third -cou^mase element 
expression of the transgene m the 
subsequent generations of plants. - 

..33.. method for conditionally activating a transgene m 

plant comprising: ^^^^^^^^ comprising: 

„ providing J^^_^, the general 

^ first recombmase 

,„ucture the general 

b) a second recombmase 

TDO pqi -STP-RS1-R2 ; 
,„ucture Pa^RSl ^^^^^^ 

r-i a third recombmase 

structure P3-RS2 -STP-RS2 ^TG; 

,i, PI is a Exrst promoter: 
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(ii) Rl is a first recombinase coding sequence and 
3 ' region; 

(iii) RSI is a first recombinase site responsive to 
a first recombinase; 

(iv) P2 is a second promoter; 

(v) RS2 is a second recombinase site responsive to 
a second recombinase; 

(vi) STP is a stop fragment; 

(vii) R2 is a second recombinase coding sequence 
and 3 ' region; 

(viii) TG is a transgene sequence and 3 ' region; 
and 

(vi) P3 is a third promoter; 
wherein PI, P2 and P3 are operably linked to their down stream 
elements, and wherein the temporal expression specificity of 
each promoter is such that the activation of P2 , driving 
expression of R2 , occurs concomitantly with or after PI, 
driving expression of Rl , and the activation of P3 , driving 
expression of TG, occurs concomitantly with or after P2 , 
driving expression of R2 ; 

2 ) providing a transgenic plant comprising the third 
recombinase element ; 

5 ) transforming the transgenic plant of (2) with either 
the first recombinase element to generate a first 
plant or the second recombinase element to generate 
a second plant; 

6) crossing the first and second plants such that 
expression of Rl is expressed and excises the stop 
fragment from the second recombinase element 
allowing expression of R2 under the control of P2 
which, in turn, excises the stop fragment from the 
third recomibinase element, permitting expression of 
the trait gene(s) under the control of P3 in the 
first and subsequent generation (s) .- - 

--84. A method for conditionally activating a transgene in a 
second generation plant comprising: 

1) providing constructs comprising: 
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.b.nase element having the general 

a) a first recombmase ex 

structure ^^'^^^ the general 

b) a second recombmase ei 

P9 RS1-STP-RS1-R2; 
structure P2^RS1 ^^^^^^ 

c) a third recombmase ei 

P-^ RS2-STP-RS2-TG; 
structure P3-Rb^ 



wherein 



, , first qermline promoter; 

(i) PI ^ ^^""^ ^ , ,,_e coding sequence and 
o f-irst recombmase cuu -=i 

(ii) Rl IS a tirsu 

31 region; responsive to 

■ = first recombmase site re^p 

(iii) RSI IS a first 

:= first recombinase; 

^ ^^-rmline promoter; 

(iv) P2 is a second germlme p ive to 
00 ■« a second recombinase site resp 

(v) RS2 IS a second 

a second recombinase; 

r;u,T/r/r/orro:L.e .... — 

and 

P3 is a third P"-"- ,„„n strea. 

therein Pi, P= .3 are opera.iy ImKed 

elements, and ^ecifioity of each promoter is 

„Uerei„ the temporal expressron spec ^^^^^^^^^^ °^ ' , , 

that the activatron o£ P2 , expression i£ Rl 

recurs concomrtantly with "'^j' ,nd the 

in the tirst generation ^^-^J^J in the 

activation o£ P3 , driving expressr 

second generation; pi„t comprising the third 

2) providing a transgeni 

recombinase element; , „f „f (2) with either 

3) «ansformmg ---Jf:;!:;: ,o generate a first 

the first recombmase generate 
plant or the second recombmase 
a second plant; ^^^^^ ^^^^^^ ^^^^ 

crossing the f rs a ^^^^^^^ ^ 

expression of Rl, generation, excises 

common germlme of the ti 
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^ from the second recombinase 
the stop fragment from the ^^^^^^^ 

element allowing expressxon 

.n the common germl.ne of the - 
4- .iVrir-h in turn, exci:3ti^:> 
generation P^-^ ^^f^; ,e=o*inase eleven., 
fragment from the ^^^^^ 

,erm.ttrn, e.pre=.- - ^„,,.,.ent 

the control ot 
generation (s) . 

. methoa .or oon.rtionaU. activating a transgene .n a 

a) a first recombinase exeu 

structure Pl-Rl; qeneral 
a seoond reco^inase element hav.ng 9 

structure P2 -RSI -STP-RS1-R2 ; 
a third recombinase element havrng the g 

structure P3-Rb^ 

wherein: 

(i) PI is a first promoter, 

(ii) Rl XB a first recombinase coding seq 

"f°s'"a first recombinase site responsive to 

(iii) RSI IS a tirsi: 

a first recombinase; 

(iv) P2 is a seoond promoter; ^^„o„,ive to 
RS2 rs a second recombrnase srte resp 

a second recombinase; 
f M qTP is a stop fragment; 

Tvii, K2 is a second reco^inase coding sequence 

and 3- region; region; 
(viii) TG is a transgene sequence and 

and 

„i) P3 rs a third Pr°"°«r. ^^^^^^ 
therein Pi, P= and P3 are operabiy --f^;;^:^,,,, o. 
elements, and *erern ^J^^^ p., drr.rng 

each promoter = „..h or after PI , 

expression o£ R2 , occur ^^,,,,tion of P3, driving 

^^T-.-r-^c;c; ion or Rl r aULA Uii^ 

driving expressiuxi 
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, ™ conco.itan.ly wi.n after P2, 

expression ot i^- 

a„v.ng -P-="°" r«n=genic plant cc^pr.sing the £i«t, 

2) providing a tranag ^, ,„ elements! ; 

.econd and third ^-^^^^^^^ expree.ed 

3) inducing the first prom ^^^^^ generation, 

under the control of P ^^^^ ^^^^ 

therein Rl excises 'J^^; expression of 

.econd reco^inase element ^^^^^ ^^^.^^^ 

H2 under the control °' ^ ' .ecombinase 
the stop fragment from the t ^^^^^ 
element, permitting e.pre sion^^ ^^^^^ 
under the control of P3 P 
subsequent generation (s) .- - 

. ■ .iiv activating a transgene 
A method for conditionally 
" ■ nnt- comprising: 

1„ a second generation « ^/^,„p,i,ing. 

„ providing --""J' ,,.ing the general 

a) a first recombmase 

structure ^^'^^ ^...ng the general 

y.^ a second recombmase 

^ P9 RS1-STP-RS1-R2; 

structure P2^RS1 ^^^^^^ ^^,,,,1 

a third --f-^ ,,_,3.-T0,. 
structure P3-Rb/ 



wherein: 



f^r-^t qermline promoter; 

(i) PI IS a first ge sequence and 

(ii) Rl IS a first recombmase 

3i region; o-i^o responsive to 

. , first recombmase site resp 

(iii) RSI IS a tirst. 
first recombinase; 

(i., pa is a second germUne P-^-^/; ^^^^^..^e to 
,v) RB. is a second recombinase site 

a second recombinase; 
,,,, STP IS a stop ^^^^^^ sequence 
(,U) R2 is a second recombmase 

and 3' region; region; 
TG is a transgene seguenoe 

and 

(^,) P3 IS a third promoter; 



Serial No . : 
Docket No . : 



09/715, 294 
CL1127 US ClPl 



Page 2 6 



wherein PI, P2 and P3 are operably linked to their down stream 
elements , and 

wherein the temporal expression specificity of each promoter is 
such that the activation of P2 , driving expression of R2 , 
occurs concomitantly with or after PI, driving expression of 
Rl, in the first generation common germline cells and the 
activation of P3 , driving expression of TG, occurs in the 
second generation; 

2) providing a transgenic plant comprising the first, 

second and third recombinase elements; 

3) inducing the first promoter such that expression of 
Rl, under the control of PI in the common germline of the first 
generation, excises the stop fragment from the second 
recombinase element allowing expression of R2 under the control 
of P2 in the common germline of the first generation plant, 
which, in turn, excises the stop fragment from the third 
recombinase element, permitting expression of the trait gene(s) 
under the control of P3 promoter in the second and subsequent 
generation (s) . 

Please Amend the following claims as indicated: 

39. (Amended One Time) -—A method for conditionally 
activating a transgene in a accond generation plant comprising: 
1) providing a constructs comprising: 

a) a first recombinase element having the 
general structure Pl-Rl; 

b) a second recombinase element the having 
general structures P2 -RSI - STP-RSl -R2 ; 

c) a third recombinase element ir^ 3clcct cd — f^>ffl 
th^-^re>u^^M:M=i^t&^-"i ng-^f haying the general 
structures P3 -RS2 -STP-RS2 -TGI ; and 

d) a fourth recombinase e 1 eme n t havi ng _ t he 
general st^ructure P4 -RS2 - STP-RS2 -TG2 ; 

wherein : 

(i) PI is a first promoter; 

(ii) Rl is a first recomibinase coding sequence 
and 3 ' region; 
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(ill) RSlis a first recombinase site responsive 
to a first recombinase; 

(iv) P2 is a second promoter;, - 

(v) RS2 is a second recombinase site responsive 

to a second recombinase; 

(vi ) STP is a stop fragment ; 

(vii) R2 is a second recombinase coding sequence 
and 3 ' region ; 

(viii) TGI is a first transgene sequence and 3' 
region ; 

(ix) TG2 is a second transgene sequence and 3' 
region ; 

(ix) P3 is a third promoter; and 

(x) P4 is a fourth promoter ; 

wherein PI, P2 , P3 and P4 are operably linked to their down 
stream elements and wherein TGI and TG2 are different trait 
transgenes and wherein P3 and P4 are activated in a second 
generation plant; 

2) providing a first and second plant selected from 
t li e g T our' c o n s i s t .i . n g o i : 

a) a firsc plant comprising the first and 

third recombinase elements^and a second 
olant^ com^'^rismg tne second and fe>urth 
re ::C'mb i nase elea^entis; 

b) a first plant coniprisi ng rhe fiz^st and fourth 

recc-mbmase elernent:s and a second plant 
comprisma tne second and third r econib i nase 
e lement 3 ; 

-5 -■> ■ p- i^ov i-^^ t i-i^—^ ■ ee-e-e>R^a- -p^- i-a fir--e^offi-?>r e-s-i i^^—^-^^"^- - -e^> F^ei 

and — tn- 1 r^- -i^+:^^se^tbi-n a-f^ *^e- e> 1 e rr^-it t-^t~ 

34) crossing the first and second plants to produce 
a first generation plant wherein conditional 
expression of the first recombinase coding 
sequence (Rl) under the control of the PI 
promoter in the common germline of the first 
generation, excises the stop fragment from the 
second recombinase element allowing -s^erv— es ^ rej 
^-xtu -s -eu;: n of the second recombinase coding 
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sequence and 3' region {R2) under the control of 
P2 promoter, which recombinase, m turn, excises 
the stop fragments from the t:Wo---third and rcurtn 
recombinase elements, permitting expression of 
the trait gene(s) TGI and TG2 under the control 
of P3 and P4 promoter, respectively, in the 
second generation. 

70. {I^ndQd^On^_Jj^l^,__A method for the conditional 
^^r^s^loT^^^^^^^ a transgene in a plant comprising: 

(i) providing a multiplicity of recombinase elements, 
each recombinase element comprising: 

a) at least one promoter; 

b) a DNA fragment; 

wherein the DNA fragment comprises at least one genetic element 
selected from the group consisting of^- a 
recombinase coding sequence, a site - specif ic 
recombinase sequence responsive to a recombinase, 
a stop fragment and a transgene; 

(ii) introducing at least two of the recombinase 
elements of step (i) into at least one plant 
wherein the at least two recombinase elements are 
selected from the group consisting of ^ 

a) a recombinase element having a first recombinase 
under the control of a promoter; and 

b) a recombinase element having a second 
recombinase under the control of a promoter whose 
expression is dependent on the expression of the 
first recombinase; 

(iii) activating ^t^the promoter of step (ii) (a) 

wherein the expression of the second recombinase 
is effected by the expression of the first 
recombinase . 

80. (Amended One Time) A trait express i -on ^^^^^ 
construct comprising : 
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a) a first recombinase element comprising a first 
promoter operably linked to a sequence encoding a 
first recombinase ; 

b) a second recombinase element comprising a second 
promoter, a stop fragment bounded by site specific 
sequences responsive to the first recombinase and a 
sequence encoding a second recombinase wherein the 
presence of the stop fragment inhibits expression 
of the second recombinase, and wherein the first 
and second recombinases are different; and 

c) a DNA molecule bounded by site specific sequences 
responsive to the second recombinase ; 

wherein expression of the first recombinase excises the stop 
fragment from the second recombinase element, operably Irnkxng 
the second promoter and the sequence encoding the second 
recombinase, and wherein expression of the second recombinase 
results in site specific recombination within the DNA molecule 
bounded by site specific sequences responsive to the second 
recombinase . 



